Background: The aim of this study was to clarify the role of global hypomethylation of repetitive elements in determining the genetic and clinical features of multiple myeloma (MM).
Background
Multiple myeloma (MM) is a malignant plasma-cell tumor characterized by various and frequent chromosomal aberrations. Representative examples of these aberrations are loss of chromosome 13, hyperdiploidy, and translocations involving the immunoglobulin heavy chain (IGH) locus situated at 14q32. 33 . Several studies have shown that these genetic changes are associated with the clinical features of MM, including its prognosis [1] [2] [3] [4] [5] [6] [7] . In addition to such genetic changes, recent studies have begun to shed light on the role of epigenetic alterations in the pathogenesis of MM. One of the earliest reports of epigenetic aberrations in MM was of DNA hypermethylation in the promoter CpG islands of p15 and p16 [8] [9] [10] . Tumor-specific hypermethylation has also been found in the promoter regions of various tumor suppressors and other tumor-related genes, including BNIP3, DAPK and RASD1, which are associated with prognosis and drug resistance in MM [11] [12] [13] [14] . Unexpectedly, however, recent advances in genome-wide analysis revealed that the number of methylated genes declines markedly with the progression of malignant transformation of plasma cells [15, 16] . In addition, histone modifications are also involved in the pathogenesis of MM, and are associated with aberrant gene expression or important translocations such as t(4;14) [17, 18] .
Global DNA hypomethylation is also known to be a common epigenetic alteration in tumor cells [19] , and is tightly linked to hypomethylation of DNA repetitive elements [20] . Some repetitive elements, such as long interspersed nuclear element-1 (LINE-1) and Alu, are capable of retrotransposition; that is, they are able to insert themselves into genomic sequences, which can cause genomic instabilities leading to genome-wide mutations, insertions, and deletions [21] . Moreover, because these transpositional activities are usually silenced in association with DNA methylation, global hypomethylation is thought to promote the initiation and progression of tumorigenesis through the aberrant activation of repetitive elements [21] . To date, there have been numerous studies demonstrating hypomethylation of repetitive elements in malignancies [22] . In particular, hypomethylation of LINE-1 is reportedly associated with malignancy, poor prognosis, and chromosomal instability in various types of tumors [23] [24] [25] [26] [27] .
Our aim in the present study was to clarify the role of global hypomethylation of repetitive elements in determining the genetic and clinical features of MM. To address this issue, we measured the methylation levels of four repetitive elements, and assessed their association with genome-wide copy-number alterations. This integrative analysis of the genetic, epigenetic, and clinical characteristics of MM enabled us to discover a strong association between LINE-1 hypomethylation and copy-number loss and poor prognosis in patients with MM.
Materials and Methods

Ethics approval
This study was approved by the institutional review board at Sapporo Medical University (Ethics Committee) and conforms to the tenets of the Declaration of Helsinki. informed consent was obtained prior to sample collection.
Patients and sample preparation
Bone-marrow aspirates were collected between 2007 and 2010 at the Department of Hematology (Hiroshima Red Cross and Atomic-Bomb Survivors Hospital) and in the 1st Department of Internal Medicine (Sapporo Medical University Hospital) from patients with MM (n = 74), patients with monoclonal gammopathy of undetermined significance (MGUS, n = 7), and patients with nonplasma-cell tumors with normal plasma cells (NPC, n = 4).
We isolated mononuclear cells from the samples using density-gradient separation (Ficoll-Paque; StemCell Technologies Inc., Vancouver, Canada), and then separated the CD138-positive cells using CD138 polymer particles (CD138 MicroBeads; Miltenyi Biotec GmBH, Gladbach, Germany) to isolate the plasma cells. Finally, we extracted the genomic DNA from the CD138-positive cells (QIAamp DNA Blood Mini Kit; Qiagen Inc., Valencia, CA, USA).
DNA-methylation analysis
Bisulfite conversion of genomic DNA was carried out (EpiTect Bisulfite Kit; Qiagen Inc.). We then used PCR to amplify sequences containing CpG sites in the promoter regions of LINE-1, Alu Yb8, Alu Ya5, and Satellite-α on chromosome 1 (Sat-α), as described previously [27] . The biotinylated PCR products were purified, made singlestranded, and used as templates in a pyrosequencing reaction according to the manufacturer's instructions (Qiagen Inc.). Briefly, the PCR products were bound to streptavidin-conjugated beads (Streptavidin Sepharose HP Beads; Amersham Biosciences Inc., Piscataway, NJ, USA), and were then purified, washed, and denatured with 0.2 mol/L NaOH solution. After addition of 0.3 μmol/L sequencing primer to the purified PCR products, pyrosequencing was carried out using an appropriate system (PSQ96MA) and software (Pyro Q-CpG) (both Biotage AB, Uppsala, Sweden). The primer sequences used in this study are listed in Additional file 1, Table S1 .
Array comparative genomic hybridization
Array comparative genomic hybridization (aCGH) analysis was performed according to the manufacturer's instructions (Agilent Technologies Inc., Wilmington, DE, USA). We first used the restriction enzymes AluI and RsaI to digest 500 ng each of genomic DNA from 67 MM and 6 MGUS samples as well as an aliquot of gender-matched reference DNA (Promega Corp., Madison, WI, USA). We then labeled (Genomic DNA Enzymatic Labeling Kit; Agilent Technologies) the sample and reference DNAs with Cy5 and Cy3, respectively. The labeled DNA was mixed with 25 μg of Cot-1 DNA (Invitrogen), denatured at 95°C for 3 minutes, and incubated at 37°C for 30 minutes. The probe mixture was then hybridized for 40 hours at 65°C (G4450A; SurePrint G3 Human CGH Microarray Kit 8x60K; Agilent Technologies). After washing the array, it was scanned (G2565BA Microarray Scanner; Agilent Technologies) and the fluorescent signals were acquired (Feature Extraction Software; Agilent Technologies). The ADM-2 algorithm included in Genomic Workbench Software (version 6.0; Agilent Technologies) was used to identify copy-number alterations (reference genome: hg 18, threshold = 5.0, minimum number of probes = 3 continuous probes, minimum average of log2 ratio = 0.5). Because the sex chromosomes are strictly controlled through epigenetic mechanisms, they were excluded from this analysis. The Gene Expression Omnibus accession number of the microarray data is GSE33685.
Methyl-CpG binding domain sequencing
High-throughput sequencing of methylated DNA enriched with methyl-CpG binding domain (MBD) protein (MBD-seq) was performed as follows. Methylated DNA was enriched from 0.5 to 2 µg of genomic DNA obtained from 9 MM, 3 MGUS and 3 NPC specimens (MethylaMiner™Methylated DNA Enrichment Kit; Life Technologies Corp., Carlsbad, CA, USA) according to the manufacturer's instructions. We then prepared a fragment library (SOLiD Fragment Library Construction Kit; Life Technologies) and performed deep sequencing (SOLiD™3 Plus system; Life Technologies). The sequenced reads were mapped onto the human genome (UCSC hg18) using Bowtie software [28] .
The number of sequence reads between a pair of sequential aCGH probe sets was counted and then divided by the distance between the probes to obtain the average number of sequence reads per nucleotide. To exclude bias due to intragenomic variation in mapping efficiency, the number of average sequence reads was normalized to the number of sequence reads obtained from control (input) samples to which MBD protein was not applied. We defined that value as the average DNA methylation level. In addition, to exclude bias due to interchromosomal variation caused by copy-number aberrations, the average DNA-methylation levels were normalized to the copy numbers of the respective loci obtained from aCGH. Because the normalized average methylation-level data followed a log-normal distribution, they were log-transposed and statistically standardized.
Statistical analysis
Differences in mean methylation levels between groups were tested using t-tests (for two groups) or ANOVA with a post hoc Games-Howell test (for more than two groups). Pearson's correlation coefficients were calculated to evaluate the correlations between two continuous variables. For correlation analysis, log transformation was performed to normalize the number of aCGH probes. Unsupervised hierarchical clustering of the samples using the aCGH results was performed(Cluster 3.0,; originally developed by Michael Eisen, Stanford University). Densities of the repetitive elements were compared using the Mantel-Haenszel test for linear associations. The linear trend of the methylation levels with categorical values were tested using polynomial contrast in general linear models. To evaluate the overall survival (OS) of patients with MM, Kaplan-Meier curves were constructed and evaluated using the log-rank test, and Cox regression was performed. Values of P<0.05 were considered statistically significant. Because most variables in this study were inter-associated (e.g., chromosomal aberration status), we did not perform the adjustment for multiple comparisons. All statistical analyses were performed using SPSS Statistics software (version 20 IBM; SPSS Inc., Chicago, IL, USA).
Results
Hypomethylation of repetitive elements in MM and MGUS
The demographic and clinical characteristics of the subjects in this study have been summarized (see Additional file 1, Table S1 ). We initially performed bisulfite pyrosequencing to assess the methylation levels of four repetitive elements, LINE-1, Alu Yb8, Alu Ya5, and Sat-α, in plasma cells from MM and MGUS samples and from NPC samples (see Additional file 2, Table S2 ; see Additional file 4, Figure S1 ). As shown in Figure 1A , the mean levels of repetitive-element methylation were generally lower in MM than in MGUS, and the level in MGUS was lower than in NPC. These observations suggest that repetitive-element methylation declines progressively during tumorigenesis. In addition, we found that there were strong positive correlations between the methylation levels of the four repetitive elements tested (see Additional file 3, Table S3 ), and that the strongest correlation was between the methylation level of LINE-1 and that of the other three elements ( Figure 1B ).
Association between repetitive-element methylation and chromosomal aberrations
We next used aCGH to analyze copy-number alterations in 67 MM and 6 MGUS samples, and assessed their association with the level of repetitive-element methylation ( Figure 2A ). Consistent with earlier reports, losses on chromosome 13 and gains on chromosome 19 were prevalent among the MM samples (40 to 50%), which confirmed the reliability of our analysis. In addition, loss of the chromosomal arms 1p, 14q, and 22q were also frequently observed in MM. After using unsupervised hierarchical clustering analysis to classify the MM and MGUS samples into several subclasses ( Figure 2B ), we found that subclasses with prevalent copy-number losses seemed to be associated with hypomethylation of the repetitive elements. By contrast, the MGUS samples and other MM sample subsets were characterized by fewer copy-number alterations and by a lack of repetitive-element hypomethylation (see Figure 2 ; note the contrast between samples with a blue bar and those with a pink bar in the middle of the figure) .
We then examined the association between the respective chromosomal aberrations and the levels of repetitiveelement methylation. If there were more than 50 probe sets within a copy-number gain or loss region on the same chromosome arm, we defined it as a chromosomal gain or loss, respectively (see Additional file 5, Figure S2A ). Using this approach, we found that loss of 13q, which was the most marked chromosomal aberration, frequently coincided with other chromosomal losses (see Additional file 5, Figure S2B ). Samples showing a loss of 13q and those with a loss of any chromosomal arm showed significantly lower levels of LINE-1 methylation than those without such losses ( Figure 3A ). We also found an association between global LINE-1 hypomethylation and gain or loss on the respective chromosomal arms (summarized as a volcano plot in Figure 3B ). As highlighted in Figure 3B , we found significant associations between global LINE-1 hypomethylation and loss of 22q, 1p, 16q, and 14q (see Additional file 5, Figure S2C ). We also observed a tendency for other chromosomal losses to associate positively with LINE-1 hypomethylation, and similar results were obtained with other repetitive elements (see Additional file 5, Figure S2D ).
To quantify the degree of copy-number aberration, we determined for each tumor the number of aCGH probes within copy-number gain or loss regions, and compared that to the level of LINE-1 methylation. In this analysis, the probe number was used as a surrogate for the degree of global genomic alteration. Notably, we found a strong inverse correlation between the numbers of losses found by the probes and the LINE-1 methylation levels, whereas the gains did not show this tendency ( Figure 3C ). Similar results were obtained for other repetitive elements, but the correlations were weaker than those for LINE-1 (see Additional file 5, Figure S2E ).
LINE-1 density and genomic vulnerability to global hypomethylation
We next focused on the relationship between genomic breakpoints at particular loci and global LINE-1 methylation. Our emphasis on LINE-1 methylation reflected the fact that LINE-1 showed the strongest association with chromosomal and copy-number loss for the repetitive elements we examined in this study. Because the boundaries of regions with copy-number losses are thought to be responsible for particular genomic breaks, we defined breakpoints as regions encompassed by a pair of probe sets located inside and outside the boundary of the loss ( Figure 3D ). In addition to the number of probes within copy-number loss regions, the total numbers of breakpoints in the respective samples were significantly and inversely correlated (R = -0.360, P = 0.003) with the LINE-1 methylation levels ( Figure 3E ). We also identified Figure 3F ) showed that the average LINE-1 density at CBPs (n = 80) was significantly higher than the average density over the entire genome (28.2 in the whole genome vs. 34.4 in the CBPs per 100,000 bp; P = 0.025). By contrast, there was no clear correlation between the density of Alu sequences and CBPs (see Additional file 6, Figure S3A ).
In addition, although the involvement of physiological class-switch rearrangements could not be ruled out in our experiments, we noted several CBPs within the IGH locus at 14q32.33, which is known to be a scaffold for distinctive translocations in MM (e.g., t(11;14)(q13;q32) and t(4;14) (p16;q32)). Consistent with the findings described above, we observed significantly greater LINE-1 density in the IGH locus than in the neighboring genomic regions (P < 0.001) (see Additional file 6, Figures S3B,C) .
Lower methylation levels at common breakpoints and LINE-1-dense regions in MM To evaluate whole-genome DNA methylation, we next performed MBD-seq for nine MM, three MGUS and three NPC samples [28] . We found that, in MM samples, methylation levels at CBP regions were significantly lower than across the whole genome ( Figure 4A ). By contrast, we found no such differences in MGUS, while NPC samples showed somewhat higher methylation at CBP regions ( Figure 4A ). These observations suggest that average DNA-methylation levels at CBP regions decline progressively during tumorigenesis.
We next stratified genomic regions according to their LINE-1 densities, and calculated the average methylation levels in the respective categories. We observed an inverse relationship between methylation levels and LINE-1 densities in MM, whereas methylation levels and LINE-1 densities were positively correlated in MGUS, and this tendency was even clearer in NPC ( Figure 4B ). These observations again support our hypothesis that methylation levels in LINE-1-enriched regions decline during the development of MM.
When we assessed the methylation levels at breakpoints in respective samples, we observed that all but one MM sample showed reduced methylation at the samplespecific breakpoints, which is not consistent with the observations summarized above ( Figure 4C , MM3 and MM7). Interestingly, however, one sample (MM4) showed frequent genomic breaks (133 breakpoints) with higher methylation levels at the breakpoints ( Figure 4C ). We also found that the sample-specific breakpoints in MM4 were not associated with higher LINE-1 density, which was different from the majority of MM samples ( Figure 4D ). Collectively, our results suggest that higher LINE-1 densities and hypomethylation are significantly associated with breakpoints in the majority of MM samples, while a subset of samples do not follow this pattern (the small number of exceptional samples are shown in Figure 3C ,E).
Locus-specific LINE-1 methylation correlates with global LINE-1 methylation
To confirm that the global methylation levels determined by our bisulfite pyrosequencing truly reflect the methylation status at the respective loci, we next performed locusspecific bisulfite pyrosequencing at selected LINE-1 loci. We first analyzed the 5' untranslated region (UTR) of a LINE-1 sequence in one of the CBPs on chromosome 12p13.2; genomic alterations are commonly observed in this area in hematological malignancies (see Additional file 7, Figures S4A, B ; see Additional file 2, Table S2 ). In addition, we analyzed a second 5' UTR of a LINE-1 in a non-breakpoint region on chromosome 12q21.1. In both assessments, we observed a significant positive correlation between local and global LINE-1 methylation levels ( Figure 4E ), and also between the two local LINE-1 methylation levels (see Additional file 7 Figure S4C ). By contrast, methylation levels in the gene body region of LINE-1 (ORF2) at 12p12.3 were consistently high in most samples, and did not correlate with global LINE-1 methylation levels ( Figure 4F ). Because global methylation was also assessed at the 5' UTR of LINE-1 (see Additional file 4, Figure S1A ), these results confirmed that global hypomethylation during the development of MM is closely associated with reduced methylation levels at respective LINE-1 loci.
Association of LINE-1 hypomethylation with a poor prognosis in MM
Finally, we examined the association between LINE-1 methylation and prognosis in MM. We first determined the LINE-1 methylation-level that most optimally distinguished between individuals who did and did not survive. We found this to be 36.0%, which was the closest point to the left upper corner of the receiver operating characteristic curve. We then divided all the patients with MM into two groups: those above and below that level. When we compared the survival rates in the two groups, we found that OS from time of sample collection and OS from time of initial diagnosis were both significantly shorter for patients with lower levels of LINE-1 methylation ( Figure 5A ; see Additional file 8, Figure S5A ). , monoclonal gammopathy of undetermined significance (MGUS; n = 3) and MM (n = 9) for (A) the whole genome and at the common breakpoints (CBPs, n = 80) and (B) the respective LINE-density regions. Correlation coefficients are shown above the box plots. ***P < 0.001. Note that average methylation levels were inversely correlated with the LINE-1 densities in MM, while they were positively correlated in NPC. (C) Average DNA-methylation levels at the sample-specific breakpoints in representative MM cases. Sample names and global LINE-1 methylation levels are indicated underneath, and the number of breakpoints in each sample is also indicated. Note that LINE-1 methylation levels at sample-specific CBPs were significantly downregulated in samples with global LINE-1 hypomethylation (MM3 and MM7), whereas MM4 exhibited the inverse pattern. 
We also found that global LINE-1 methylation level tended to be inversely correlated with stage according to the International Staging System (ISS) (P for trend = 0.078; ISS stage 1, 44.7%; stage 2, 41.6%; stage 3, 38.4%). To exclude any effect of different clinical stages for patients, we stratified the samples into two groups: those with ISS stage 1 MM, and those with stage 2 or 3 MM. Even after adjusting for clinical stage, patients with LINE-1 hypomethylation showed significantly poorer OS ( Figure 5B ). In addition, after adjustment for other prognostic factors, including age, sex, ISS, and loss of chromosome 13 (with stratification by center), LINE-1 hypomethylation was still independently associated with a poor prognosis (hazard ratio = 3.9, P = 0.028; Additional file 8, Figure S5B ). We also evaluated the associations of Alu Yb8, Alu Ya5, and Sat-α hypomethylation with prognosis, but these were not as strongly associated as LINE-1 hypomethylation (see Additional file 8, Figure  S5C ). Although a weak association was observed between Alu Ya5 hypomethylation and shorter OS, it was not statistically significant after adjustment for the other prognostic factors (hazard ratio = 1.7, P = 0.430).
Discussion
In this study, we analyzed the DNA methylation of several representative repetitive elements: LINE-1, Alu, and Sat-α. LINE-1 is an abundant retrotransposon that makes up approximately 20% of the mammalian genome. It encodes a reverse transcriptase and is able to amplify and transpose itself within the genome. Alu is one of the short interspersed elements that comprise approximately 10% of the total DNA. Alu does not encode a functional protein, but depends on the machinery of active LINE-1 for transposition [30, 31] . Sat-α is a member of the tandemly repeated sequence family, members of which are located at the centromeres of all primate chromosomes [32] . Their presence and spread cause several inherited diseases through the induction of genomic diversity [21, 33] . To avoid their inappropriate activation, transcription of repetitive elements is regulated by epigenetic mechanisms, including DNA methylation [21] . Dysregulation of repetitive elements, especially LINE-1, due to hypomethylation, has recently been observed in various tumors [24] [25] [26] [27] [34] [35] [36] [37] . Moreover, insertion of LINE-1 leads to activation of several oncogenes [38, 39] . We found strong positive correlations between methylation levels of the all repetitive elements analyzed including local-specific LINE-1 ( Figure 1A ; see Additional file 3, Table S3 , Figure 4E ), which suggests the existence of a key factor inducing global hypomethylation of repetitive elements.
Methylation within the promoter regions of protein-coding genes has been found to be generally lower in MM than MGUS or NPC [15, 16] , and it declines progressively during malignant progression in plasma cells. In the present study, we found a similar decline in the methylation of repetitive elements in MGUS and MM samples. Bollati et al. also observed lower levels of repetitive-element methylation in MM, but they did not analyze methylation levels in MGUS [40] . Reduced methylation of repetitive elements has also been reported in precancerous lesions in various organs [41, 42] , suggesting that global hypomethylation is an early event during tumorigenesis in a number of malignancies. Although methylation of repetitive elements was generally down-regulated in MM compared with NPC, there was substantial case-to-case variability, and the level of methylation, especially of LINE-1, was strongly associated with the degree of copy-number loss and genomic breaks. Similar findings have been reported for other types of malignancy, suggesting that global hypomethylation is associated with chromosomal instability [26, 27, 35, 36] . Consistent with that idea, recent evidence suggests that hypomethylation-induced activation of repetitive elements is directly associated with the chromosomal instability seen in cancer [21, 38, 39, 43, 44] . In the context of those earlier reports, our findings indicate that, in malignant cells, LINE-1 may be more active and exhibit a greater potential to induce genomic alterations than other repetitive elements.
We found that LINE-1 density was greater at the 80 CBPs than elsewhere, which suggests that hypomethylation of LINE-1 may be an important factor affecting genomic breaks. For example, the 14q32.33 locus, which exhibits frequent chromosomal translocations and rearrangements in MM and shows very high LINE-1 density, is a site that exhibits possible vulnerability in MM. Conceptually similar to the CBPs described in this study, common fragile sites (CFSs) are highly unstable regions of the genome [45] . Our data indicate that one wellknown CFS, FRA6E/PARK2, is located at chromosome 6q26 [46] , and the surrounding area is also a CBP in MM. A number of CFSs are reportedly located in regions in which there is a high density of both repetitive elements and CBPs [47, 48] . In addition, genomic loci at 12p13, where we investigated local LINE-1 methylation levels and which is a CBP, are frequently deleted, and are associated with a poor prognosis in MM [49] . Chromosomal aberrations at 12p13 have also been reported in other types of hematological malignancy [50] . We also identified two CBPs at 13q14, a critical region that is often deleted in MM and other lymphoid disorders, and in which enrichment of LINE-1 and repetitive elements has been reported [51] .
Our results demonstrate that DNA-methylation levels at CBPs and regions with high LINE-1 densities decline during the development of MM. Detailed analysis of selected LINE-1 loci revealed that reductions in methylation within the 5' UTR, but not the gene body region, were significantly associated with global hypomethylation. These results indicate that hypomethylation in the 5' UTR of LINE-1 at CBP regions is deeply involved in the development of MM. However, our findings may not support a simple hypothesis that hypomethylation at LINE-1 loci is a determinant of genomic vulnerability at that position, because methylation levels of both CBP-associated and CBP-independent LINE-1 loci positively correlated with global methylation. Collectively, our results suggest that both higher LINE-1 density and hypomethylation in the 5' UTR may be critical factors inducing genomic vulnerability in MM. By contrast, we also observed that a small number of MM cases exhibited frequent genomic breaks, despite relatively high global LINE-1 methylation levels. These cases may be indicative of an underlying mechanism other than LINE-1 hypomethylation, and further study will be needed to understand the complexity of genomic vulnerability in malignant cells.
In addition to LINE-1, Sat-α is reportedly hypomethylated and transcriptionally active in various tumors [23, 52] . Although we found the strongest correlation between copy-number aberrations and LINE-1 hypomethylation, further investigation of the significance of other repetitive elements is needed. We observed a stronger association between repetitive-element methylation and chromosomal aberrations than did Bollati et al. in their earlier study [40] . This may be attributable to differences in the technologies used to detect copy-number alterations; whereas we performed aCGH that was specialized for comprehensive and sensitive genomic analysis, Bollati et al. used fluorescence in situ hybridization to detect specific chromosomal aberrations.
Although we demonstrated a novel association between the density and hypomethylation of LINE-1 and genomic alterations in MM, there are several limitations to this study. First, the number of benign control samples was small, and as a result, the statistical power was not sufficient to find significant associations. Second, because we could not obtain control samples of normal DNA from the patients with MM, our results may have been partially influenced by inter-individual copy-number variations. In addition, as described above, we could not rule out the involvement of physiological class-switch rearrangements at the IGH locus. Third, and most importantly, because a longitudinal study was not performed to analyze the molecular changes during the development and progression of MM, the direct causal relationship between LINE-1 hypomethylation and genomic vulnerability remains to be validated in a future functional study.
Despite the aforementioned limitations, we found that LINE-1 hypomethylation is associated with a poor prognosis in MM. Even after stratification and adjustment for several confounders, the association remained statistically significant, suggesting LINE-1 hypomethylation as an independent prognostic factor. Moreover, our findings are consistent with similar results obtained in other malignancies, and is supported by several reports in which a poorer prognosis was observed in MM with non-hyperdiploidy [23, 25, 36, 37] .. Our data suggest that non-hyperdiploidy, which is indicative of genomic and chromosomal loss, is associated with LINE-1 hypomethylation [3] .
Conclusions
Our findings suggest that global hypomethylation of repetitive elements may increase the malignant potential of myeloma cells by inducing broad copy-number losses. In particular, LINE-1 is a probable contributing factor for chromosomal aberrations and the progression of MM under conditions of global hypomethylation. Our results also indicate that clinical management should include analysis of repetitive-element methylation. For further investigation, we plan a detailed functional study to clarify the cause of global hypomethylation and the precise mechanism of hypomethylation-mediated genomic breaks in MM.
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